Small GTPases are key regulators of cellular events, and their dysfunction causes many types of cancer. They serve as molecular switches by cycling between inactive guanosine diphosphate (GDP)-bound and active guanosine triphosphate (GTP)-bound states. GTPases are deactivated by GTPase-activating proteins (GAPs) and are activated by guanine-nucleotide exchange factors (GEFs). The intrinsic GTP hydrolysis activity of small GTPases is generally low and is accelerated by GAPs. GEFs promote GDP dissociation from small GTPases to allow for GTP binding, which results in a conformational change of two highly flexible segments, called switch I and switch II, that enables binding of the gamma phosphate and allows small GTPases to interact with downstream effectors. For several decades, crystal structures of many GEFs and GAPs have been reported and have shown tremendous structural diversity. In this review, we focus on the latest structural studies of GEFs. Detailed pictures of the variety of GEF mechanisms at atomic resolution can provide insights into new approaches for drug discovery.
The G Domain and the Molecular Switch Function
Amino acid sequence comparisons of small GTPases from various species indicate that they have 30-55% sequence similarity [11] . Small GTPases are composed of a single domain of which the structure is highly conserved from yeast to mammals. There are 614 small GTPase structures, including some in complexes with regulatory proteins that have been deposited into the PDB (Protein Data Bank) as of 2016 (listed in InterPRo). The G domain consists of a six-stranded β-sheet and 5 α-helices and has conserved sequence motifs called the G1, G2, G3, G4, and G5 motifs (G boxes), which are responsible for binding guanine nucleotide. The G1 motif (GxxxxGK[S/T], where x is any amino acid) is also called the P-loop and is found in many nucleotide binding proteins, where it recognizes the β-phosphate and a Mg 2+ ion of target nucleotides ( Figure 1B) [12] . The G2 motif (Thr) makes contacts with the γ-phosphate and the Mg 2+ ion [3] . The G3 motif (DxxGQ) harbors the Gln residue responsible for GTP hydrolysis [13] . The G4 motif (NKxD) and G5 motif (TSAK) make specific contacts with the guanine base to distinguish guanine from other nucleotides ( Figure 1B) [3, 14] .
To work as molecular switches, small GTPases have to exhibit structural differences between inactive and active states. Thirty years ago, the structures of both states were first unveiled, providing structural insight into the switching mechanisms [15, 16] . Today, the following exchange mechanism is widely accepted. Upon exchange of the nucleotide, major conformational changes take place within two regions termed switch I and switch II. Switch I is located between α1 and β2, and switch II is located between β3 and the beginning of α2. The G2 motif, which is involved in interactions with the γ-phosphate and Mg 2+ ion of targets, is in the switch I region ( Figure 1B) . The G3 motif involved in hydrolysis exists in switch II. Both regions show ordered conformations in the GTP-bound state (active form) and show a variety of conformations in the GDP-bound state (inactive form) [3] .
GEF Structures and Mechanisms of Small GTPase Activation

An Overview
GEFs show diverse structures although they have conserved activity mechanisms ( Figure 2 ). However, GEFs must have some specificity for one or more cognate small GTPases to enable precise signaling. The first complex structure reported was RALGDS:H-Ras in 1988. This structure contains a Mg 2+ ion and a phosphoaminophosphonic acid-guanylate ester (GNP) [17] . In the same year, the SOS1:H-Ras structure without nucleotides or Mg 2+ ions was reported [18] . To date, over 300 GEF structures have been determined. Among them, 133 structures are GEF:small GTPase complex structures ( Table 1) . We next summarize the GEF mechanism based on structural work.
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Common Mechanisms of GEF-Stimulated Exchange Reactions
The consensus function of the GEF is to stimulate nucleotide-exchange reactions by forming complexes with cognate small GTPases. GEF reactions involve multiple steps. First, a GEF forms a low-affinity complex with a GDP-bound small GTPase and then forms a high affinity complex with nucleotide-free small GTPase. By binding GTP to small GTPases, the stable GTPase complex is disrupted, and eventually, the GTP-bound form is produced [4, 5] . Unlike small GTPases, GEFs exhibit a much diversity, although the following structural studies indicated that there are some common GEF mechanisms. (1) Many GEFs first bind to the switch I region, move the switch region away by regions of steric hindrance, and then bind to the switch II region by forming a stable GEF:GTPase complex. The conformational changes of both switches release GDP form GEF. (2) Some GEFs insert an acidic residue into the phosphate-binding site to expel the bound nucleotide by electrostatic repulsion while other GEFs insert a hydrophobic residue near the Mg 2+ binding site to expel Mg 2+ , thus reducing the binding affinity of a small GTPase for GTP. Finally, some GEFs use a conserved Ala residue on the switch region instead of a hydrophobic residue of their own ( Figure 3 ). 
Structures and Mechanisms of Family Specific GEFs
Next, we will divide the GEFs into six groups and describe their structural features, GEF mechanism, family specificity, and recent structural work focusing on GEF:small GTPase structures.
The Cdc 25 Family; GEFs for Ras, Ral, Rap, and Roc
Cdc25 homology domains (CDC25-HDs) are conserved from yeast to humans and function as GEFs for Ras, Ral, Rap, and Roc [20, 21] . CDC25-HDs associate with the Ras exchange motif (REM). In 1998, a SOS1:H-Ras complex structure was reported ( Figure 4A ), which is the first reported structure of a nucleotide-free small GTPase in complex with a GEF [18] . REM and CDC25-HD of SOS1 contain 200 residues and 300 residues, respectively. In addition, the SOS1:H-Ras structure showed that both domains consist of only α-helices and that CDC25-HD only interacts with Ras. Ten 
Structures and Mechanisms of Family Specific GEFs
The Cdc 25 Family; GEFs for Ras, Ral, Rap, and Roc
Cdc25 homology domains (CDC25-HDs) are conserved from yeast to humans and function as GEFs for Ras, Ral, Rap, and Roc [20, 21] . CDC25-HDs associate with the Ras exchange motif (REM). In 1998, a SOS1:H-Ras complex structure was reported ( Figure 4A ), which is the first reported structure of a nucleotide-free small GTPase in complex with a GEF [18] . REM and CDC25-HD of SOS1 contain 200 residues and 300 residues, respectively. In addition, the SOS1:H-Ras structure showed that both domains consist of only α-helices and that CDC25-HD only interacts with Ras. Ten years after this initial structure, a second complex structure was reported consisting of EPAC and Rap1B. The structures of both the Ras:SOS1 complex and EPAC:Rap1B complex have been well studied, revealing the common exchange mechanism of CDC25-HD. CDC25-HD causes structural changes on both switches, including the movement of the switch I region away from the GDP-binding pocket via steric hindrance and by rearranging the switch II region. In this rearrangement, the Ala residue on the switch II region inserts near the Mg 2+ binding position, and the Glu residue on the switch II region makes a salt bridge with Lys residue on the P-loop ( Figure 3A ) [18] .
CDC25-HD-containing proteins only act as GEFs for the Ras subfamily proteins Ras, Rap, and Ral. Based on their specificity, these GEFs are classified as either Ras-GEF, Rap-GEF, or Ral-GEF. For example, SOS1, EPAC, and Rlf are considered a Ras-GEF, a Rap-GEF, and a Ral-GEF, respectively. No structures of complexes had been determined for a while after the structure of the EPAC:Rap1B complex was determined ( Figure 4A ). However, recently, three more complex structures have been reported: Rlf:RalA [22] , RasGRP4:H-Ras [23] , and RasGRP2:Rap1B [23] . These three complexes showed that CDC25-HD similarly binds its cognate small GTPase and that RasGRP4 and RasGRP2 exhibit different specificities although they are homologous proteins. RacGRP4 is specific for Ras, whereas RacGRP2 is specific for Rap1B. This structural work also clearly shows the residues that confer this specificity. A comprehensive mutagenesis-based study based on structural information identified several candidate amino acids on small GTPases. For example, E54, T61, and L70 on Rap are highly conserved amongst Rap proteins and appear to be involved in EPAC interactions. Mutations at these sites yielded lower activation by EPAC, and EPAC could not increase GEF activity for the variant H-Ras D54E , Q61T , Q70L [24] . These mutational studies thus indicate that additional residues must contribute to the selectivity of the interactions between GEFs and G-proteins and suggest that comprehensive mutational analysis based on complex structures is required to unveil specificity. 
Higher Level Regulatory Mechanisms of GEFs
Almost all GEFs are multidomain proteins that are regulated in a highly complex fashion (Figure 2) , including through protein-protein interactions and the binding of second messengers. Additionally, autoregulation through intramolecular interactions is important for accepting and inducing precise signals. Several GEF structures are considered auto-inhibited structures because the GTPase binding site is hidden by a domain or motif that flanks the catalytic domain of the GEF and because large domain rearrangement must occur for full GEF activity. Additionally, activated GTPases can bind to GEFs and modify the GTP/GDP exchange reaction in a positive-feedback loop that is a key regulatory modality for amplifying an initial burst of activating signal ( Figure 5 ).
The Feedback Loop of Rac/RasGEF SOS
Structural studies of the abovementioned positive-feedback loop have been carried out on Rac/RasGEF SOS. The GTP-bound form of the GTPase, the product of the exchange reaction, binds to the GEF and modifies its basal exchange rate. SOS is comprised of a histone-like domain, a DH-PH tandem that activates Rac downstream of Ras, a REM-Cdc25 tandem that activates Ras, and a C-terminal domain that binds the Grb2 adaptor. SOS1 has an allosteric Ras-GTP binding site located on the REM domain [72] , which is blocked in auto-inhibited Ras by its DH domain which is auto-inhibited by its tandem PH domain, revealing that SOS1 has multilayer auto-inhibitory mechanisms [73, 74] . These structural studies thus help describe the positive-feedback mechanism described above as a freshly formed Ras-GTP pair can bind to the allosteric site on the REM domain, thus inducing displacement of the DH domain and consequently relieving the auto-inhibited state. During the past two years, 25 structures of complexes including either SOS1 with H-Ras or K-Ras have been deposited into the PDB (Table 1 ). These two Ras proteins are well known as major oncogenes. The direct inhibition of Ras proteins is extremely challenging because they bind GTP with picomolar affinity and have no additional pockets for regulating their activity. In addition, the binding surfaces between Ras and its regulators (GEFs, GAPs, and others) are usually flat, thus research for finding an inhibitor to disrupt Ras-GEF interactions has focused on SOS1. For suppressing RAS-dependent signaling, several distinct series of small molecule activators that bind to a hydrophobic pocket in SOS1 in a RAS-SOS1-RAS ternary complex were discovered. Some of these binders activated the SOS1-mediated nucleotide exchange, resulting in reduced RAS signaling through negative feedback on SOS1 [25] [26] [27] . Most recently, the inhibitor of SOS1 was reported [28] . These inhibitors block reloading of K-Ras with GTP by preventing formation of the K-Ras-SOS1 complex. The inhibitor binds into a surface pocket on SOS1, which is located immediately adjacent to the K-Ras binding site, similar to binding site of the activators.
The Feedback Loop of ArfGEF
DH, Dock, PRONE, and SmgGDS; GEFs for Rho Proteins
Dbl homology (DH) domain, Dock, plant-specific Rop nucleotide exchanger (PRONE), and SmgGDS proteins work as GEFs for Rho subfamily proteins and structures as these proteins are not related to each other ( Figure 2 ). Recently, 43 cognate small GTPase complex structures have been deposited in PDB, allowing for further analysis of these interactions ( Figure 4B ).
The first identified mammalian RhoGEF was Dbl [29, 30] , of which the amino acid sequence is homologous to that of Saccharomyces cerevisiae GEF Cdc24. The region of homology between them includes the~200 amino residues termed the DH domain and the~100 C-terminal residues termed the Pleckstrin homology (PH) domain. The DH domain folds into a helical bundle structure called the "chaise lounge" [31] and has many functions, including moving the switch I region; remodeling of the switch II region, including insertion of the Ala residue near the Mg 2+ binding site; and stabilization of the P-loop by interacting Lys residues of the P-loop near the Glu residues on the switch II region ( Figure 3B) . A remarkable feature of all nucleotide-free complex structures involving GEFs is that the conserved Leu residue exits near the Mg 2+ binding site. This Leu residue is therefore responsible for GEF activity.
DOCK proteins harbor the DHR1 and DHR2 domains, which are unrelated to the DH domain and are specific for Rac and Cdc42. The first complex structure involving DOCK consisted of the DHR2 domain of DOCK9 with Cdc42, published in 2009. The DHR2 domain consists of~360 amino acid residues arranged into three lobes of roughly equal size (lobes A, B, and C) and possesses GEF activity. The Cdc42-binding site and catalytic center are generated entirely from lobes B and C [32] .
Since 2009, the crystal structures of Dock1 DHR2 :Rac1 [33] , Dock8 DHR2 :Cdc42 [34] , and Dock7 DHR2 :Cdc42 [35] have been determined. The DHR2 domain moves the switch I region away from the nucleotide binding site and stabilizes it by forming specific interactions not seen in most other GEFs. The insertion of the hydrophobic Val residue in the flexible loop of GEFs near the Mg 2+ binding site is also typically found ( Figure 2B) .
A protein containing a PRONE domain is the major RhoGEF family member in plants [36] . Structures of the PRONE domain of RopGEF8 in complex with either Rop7 or Rop4 have been reported [37, 38] . The 365-amino-acid PRONE domain of RopGEF8 from Arabidopsis thaliana is almost entirely α-helical except for a β-turn formed by residues 84-104. PRONE is divided in two domains (subdomain 1 and 2). Although the PRONE structure is unrelated to that of other GEFs, the GEF mechanism is similar to that of other GEFs like SOS1. The PRONE domain has ionic interactions with the Lys residue on the P-loop and the Glu residue on switch II. Steric interfere with the Ala residue on the switch 2 region through positioning next to the Mg 2+ site is also observed.
SmgGDS is an atypical GEF consisting only of armadillo-repeat motifs (ARMs). This protein works as both a GEF and a chaperone [37, [39] [40] [41] [42] [43] [44] and as a GEF can activate only RhoA and RhoC [40] . The SmugGDA protein was identified in 1990, but its crystal structure has only recently been reported [45, 46] . The details of this structure are described in Section 2.3.3.
The mechanism underlying the specificity of RhoGEF for Rho subfamily proteins has remained unclear. As for Cdc25-HD, comprehensive studies including structural analysis, mutagenesis-based experiments, and in vitro or in cell assays are required. Such studies for deciphering specificity have been attempted and described for Dbl proteins [47] .
Rab GEFs
Rabs are the largest branch of small GTPase superfamily, with more than 60 members in humans [48] [49] [50] . Their major role is in the regulation of vesicular traffic. In addition to their conserved structures consisting of general motifs, Rab proteins harbor several short insertion amino acid sequences termed RabF and RabSF [51, 52] , which are used for interacting with Rab-specific regulators (GEFs and GAPs).
To date, many Rab GEFs have been identified [50] . The Vps9 and DENN families are two particularly large Rab families and consist of 9 members and 18 members in humans, respectively. These two families are unrelated and have different structures. In addition to these two families, several other unrelated Rab GEFs have been reported. Besides the low homology between Rab GEFs, there are many Rabs for which the cognate GEF has not yet been identified yet, although 23 GEFs that interact with 54 Rabs have been identified in human [50] .
The Rab8:MSS4 structure, published in 2006, was first reported as a Rab:GEF complex structure. Compared to other GEF families, MSS4 is considered a chaperon rather than a GEF [53] . Since then, a variety of Rab:GEF crystal structures have been determined, including Sec4:Sec2 [54] [55] [56] , Rab21:Rabex-5 [57] , Ypt1p:TRAPP [58] , Rab35:DennD1 [59] , Rab8:GRAB/Rabin8 [60] , and Rab5:Rabex-5 [61] (Figure 4C, Table 1 ). In all cases, RabGEFs bind to switch I and switch II regions and induce structural rearrangements to cause nucleotide release. The rearrangement enabling this release mainly occurs in the switch I region. Pulling the switch I region leads to displacement of a highly conserved aromatic Phe or Tyr residue in Rab proteins, as this Tyr residue forms an edge-to-face interaction with the guanine base [50] . In many cases, the region including this Tyr residue is moved away by GEFs and the electron density of this region is not been observed. In contrast to the switch I region, the switch II region exhibits an ordered conformation in complexes with GEFs and structural changes to switch II are not as drastic as those of the switch I region. In complexes with GEFs, the switch II conformation is more similar to the GTP-bound form than the GDP-bound form. Changes in P-loop structure are usually less drastic compared to those of the switch I and II regions. In addition to structural rearrangements of the switch regions, another common mechanism has been observed for nucleotide release, in which is the insertion of projection residues towards the Mg 2+ binding site (Sec2:Sec4, Vps9:Ara7) or electrostatic repulsion effects between an acidic residue of a GEF and the phosphate group (Vps9, TRAPP).
Three complex structures involving Rabs have been deposited in the past two years. Two of these are of the same complex structure (SH3BP5:Rab11). Structural studies of SH3BP5 shows that its characteristic coiled-coil architecture mediates nucleotide exchange through its unique Rab-GEF interaction [62, 63] .
GEFs for Arf, Arf-like, and Sar GTPases
Sar and Arf show unique conformational changes during the transition from inactive to active forms. GDP-bound Sar and Arf proteins exist in the cytosol and change their localization to the membrane upon structural transitions from inactive to active forms [4] . These characteristic structural changes couple membrane recruitment of Arf-family members with their activation by GEFs. Nine GEF domain:Arf complex structures have been deposited in the PDB ( Table 1 ). The Arf GEFs harbor a conserved Sec7 catalytic domain consisting of~200 amino acids that is composed of only α-helices, forming a superhelix [64] . Biochemical and crystallographic studies have provided a detailed mechanism for Arf activation ( Figure 4D ) [65] . First, the Sec7 domain recognizes the inactive Arf-GDP conformation and promotes the β-strand shift of the inter-switch, eliminating the binding pocket for the N-terminal helix and fixing Arf to the membrane prior to GDP dissociation. Next, GDP dissociation occurs. The Sec7 domain has a critical catalytic glutamate, termed the "glutamate finger", of which the negative charge removes the nucleotide-bond before stabilizing the empty nucleotide-binding site by a salt bridge with the conserved P-loop lysine. Sar GTPase is activated on the endoplasmic reticulum by Sec12, which is conserved from yeast to mammals [66] . The nucleotide exchange activity is carried out by the 38 kDa cytoplasmic domain of Sec12, for which the structure was reported in 2012. It adopts a seven-bladed β propeller fold [67] . The whole structure resembles that of RanGEF RCC1, but its reaction mechanism has not been identified. For the Arf subfamily, a comprehensive study of specificity against cognate GTPase has not yet been reported.
RanGEF
Ran is activated by a regulator of chromosome condensation 1 (RCC1). The crystal structure of Ran:RCC1 was reported in 2001, and since then, no complex structure with Ran has been reported. RCC1 consists of a seven-bladed β-propeller [68] , and the Ran:RCC1 complex structure revealed that RCC1 binds to Ran using the top of the RCC1 β-propeller ( Figure 4E ). This interaction covers the switch II region and the α2 and α3 helices. In contrast to the rearrangement of switch I observed in other smallGTPase:GEF complexes, RCC1 slightly changes the conformation of the GDP-binding site and does not position stabilizing negative charges near the P-loop Lys or destabilizing hydrophobic residues near Mg 2+ , as found in other complexes. The mechanism of nucleotide release by RCC1 thus is unclear.
RCC1 is a single-domain protein; therefore, it is thought that it lacks autoregulation mechanisms. Instead, RCC1 interactions with feed-forward signaling effectors have been identified and well characterized. RCC1 binds directly to the nucleosome core particle, thus increasing its exchange efficiency [69] . Comparison of the structures of RCC1 in a complex with nucleotide-free Ran [68] and with the nucleosome [70] shows that Ran and its effector bind nonoverlapping regions of RCC1; thus, they can be simultaneously accommodated by the GEF.
GEF for Mitochondrial Rho
The GEF for Mitochondrial Rho has not yet been identified. One strong candidate is Drosophila vimar, which shares sequence similarity with SmgGDS (RAP1GDS) [71] . The GEF activity of vimar in vitro has not yet been reported.
Higher Level Regulatory Mechanisms of GEFs
The Feedback Loop of Rac/RasGEF SOS
Structural studies of the abovementioned positive-feedback loop have been carried out on Rac/RasGEF SOS. The GTP-bound form of the GTPase, the product of the exchange reaction, binds to the GEF and modifies its basal exchange rate. SOS is comprised of a histone-like domain, a DH-PH tandem that activates Rac downstream of Ras, a REM-Cdc25 tandem that activates Ras, and a C-terminal domain that binds the Grb2 adaptor. SOS1 has an allosteric Ras-GTP binding site located on the REM domain [72] , which is blocked in auto-inhibited Ras by its DH domain which is auto-inhibited by its tandem PH domain, revealing that SOS1 has multilayer auto-inhibitory mechanisms [73, 74] . These structural studies thus help describe the positive-feedback mechanism described above as a freshly formed Ras-GTP pair can bind to the allosteric site on the REM domain, thus inducing displacement of the DH domain and consequently relieving the auto-inhibited state.
The Feedback Loop of ArfGEF
Allosteric activation of ArfGEFs by a positive-feedback loop has been reported for ArfGEF cytohesins, which harbor a Sec7 domain and a PH domain [75] . Cytohesins are auto-inhibited by the linker between their Sec7 and PH domains and the α-helix that follows their PH domain, which both cover the Arf binding site [76] . This allosteric activation mechanism was revealed by the structure of the C-terminal region of ArfGEF cytohesin-3, including structures of a PH domain in a complex with the head group of phosphatidyl inositol 3,4,5-trisphosphate and a GTP-bound Arf6 [77] . This study reveals that auto-inhibitory and membrane-targeting elements are required for Arf6-GTP binding. The relieving mechanism for this auto-inhibition was also revealed using structural information. In the past 2 years, only one complex structure with an ArfGEF, the SEC7 domain of IQSEC2 with ARF1, has been deposited in the PDB. This structure has been used to attempt to identify an inhibitor [59] . 
Local Protein Unfolding and Refolding of Small GTPase Induced by Binding
An Overview
In the above sections, we highlighted the well-established structural mechanisms of GEFs. Generally, GEF stabilization of nucleotide-free small GTPases is accompanied by structural rearrangements in the switch regions. Two intriguing structures, MSS4:Rab8 and SmgGDS:RhoA farnesylated , exhibit dramatic structural changes of the bound small GTPases, leading to local protein unfolding ( Figure 6 ). In addition, both the MSS4 and SmgGDS proteins are known as 
Regulation by PH-DH Module
Biochemical and structural studies have revealed that PH domains of DH-PH RhoGEFs have a variety of regulatory functions, including auto-inhibition, assistance in exchange reactions, targeting of RhoGEFs to phosphoinositide-containing membranes, and/or contributions to signaling specificity by binding to up-or downstream proteins in the signaling pathway [78] . These roles are achieved by the structural flexibility between DH and PH domains. In many structures, the PH domain appears to inhibit the DH domain by steric hindrance. For example, in SOS, the PH domain obstructs the Rac GTPase-binding site of the DH domain [73, 74, 79] , thus revealing why the RacGEF activity of SOS is auto-inhibited [80] . Conversely, it has been reported that the PH domains of various GEFs (Dbs, PDZ, LARG, and Trio) assist in nucleotide exchange to some degree [81] [82] [83] . Despite this work, the supporting mechanism of the PH domain has remained unclear. It is possible that PH domains contribute to nucleotide exchange by optimizing the orientation of the GEF domain relative to the membrane, as proposed for Tiam [84] . However, most assays for GEF activities are performed in solutions where membrane effects are not evaluated. The DH domain is also inhibited by the SH3 domain, as seen for the SH3 domain of Cdc42-GEF ASEF, which binds extensively to the DH catalytic site [85, 86] . Detailed structural studies were performed using RacGEF Vav [87] . The conformation of auto-inhibited Vav was determined using single particle cryo-electron microscopy of full-length Vav3 [88] , X-ray crystallography [89] , and NMR [89] [90] [91] [92] . The triggering events of auto-inhibition are the sequential phosphorylation of Tyr142, Tyr160, and Tyr174 in the acidic region of Vav upon receptor stimulation. Kinetics studies have also shown that RhoGEFs of the Tim subfamily are auto-inhibited by a phosphorylation motif [93] and the interaction of their C-terminal SH3 domain with an N-terminal polyproline motif [94] . RhoGEFs harboring an RGS domain are auto-inhibited by their RGS domain [95, 96] and by a negatively charged patch located upstream of the DH domain [20] . Auto-inhibitory regulation has been reported for DOCK and Prone RhoGEFs [97] [98] [99] [100] , but the structural details have not reported yet.
Among DH-containing RhoGEFs, positive feedback regulation by activated RhoA has only been found in the lymphoid blast crisis (LBC) family of RhoGEF [101, 102] . The crystal structure of the PH domain of p190RhoGEF in a complex with activated RhoA shows that activated RhoA binds a hydrophobic interface consisting of β5, β6, and β7 [103] . A positive-feedback loop mediated by activated Cdc42 has also been reported for the Cdc42 GEF Dock11. Activated Cdc42 binds to the PH domain and stimulates GEF activity in cell extracts [104] .
Regulation of GEF by Second Messenger
EPAC activates Rap GTPases in response to an increase in the second messenger cAMP [105, 106] . EPAC is the only GEF for which the conversion of the auto-inhibited conformation to the active conformation has been revealed in structural detail. A full-length EPAC structure showed that the two cAMP binding domains (cNBDs) blocked the Rap binding site and that the two domains reciprocally block their cAMP-binding sites. A structure of active cAMP-bound EPAC with Rap1 shows that the cNBD domain was truncated and indicates that the remaining cNBD domain has moved away from the Rap binding site.
Local Protein Unfolding and Refolding of Small GTPase Induced by Binding
An Overview
In the above sections, we highlighted the well-established structural mechanisms of GEFs.
Generally, GEF stabilization of nucleotide-free small GTPases is accompanied by structural rearrangements in the switch regions. Two intriguing structures, MSS4:Rab8 and SmgGDS:RhoA farnesylated , exhibit dramatic structural changes of the bound small GTPases, leading to local protein unfolding ( Figure 6 ). In addition, both the MSS4 and SmgGDS proteins are known as chaperons in addition to their GEF function. In this section, we introduce the unfolding and refolding of GTPases by these regulators. 
Conclusion
To date, 133 GEF:Ras superfamily small GTPase complex structures (Table 1) have been deposited in the PDB. These intensive structural studies have improved our understanding of the GEF mechanism. Some common principles of the GEF process have been established, but structural work with MSS4:Rab8 and SmgGDS:RhoA have provided new insights into the GEF mechanism. For example, the "unfolding and refolding" strategy can be considered the second category of the GEF mechanism. Additionally, there are many small GTPases of which the GEF mechanism has not been identified yet. These unidentified GEFs and their mechanisms still need to be unveiled. Moreover, our knowledge of GEF mechanisms should be expanded to fully understand different physiological states. 
MSS4
MSS4 is reported to be a GEF for Rab proteins and shows chaperone activity for nucleotide-free Rab. MSS4 is involved in the exocytic pathway and helps stimulate neurotransmitters [107] . MSS4 GEF activity was shown in living cells [108] . Additionally, MSS4 is overexpressed in a wide variety of malignant tissues, including human pancreatic and colon cancers, suggesting a potential role in cancer progression via enhanced secretion of trophic factors required for tumor proliferation and maintenance [109] . It was pointed out that the GEF activity of MSS4 was low compared with other GEFs [110] [111] [112] . Some studies have also shown that DSS4, which is the yeast homologue of MSS4, and MSS4 could alleviate the harmful effects of Rab mutations [113] [114] [115] . These data thus indicate that DSS4/MSS4 may work as a chaperone, which was confirmed in a recent study showing that MSS4 mainly works as chaperon during GULUT4 exocytosis and has no function as a GEF [116] .
The MSS4:Rab8 complex has a crescent shape in which the two molecules share a small interface ( Figure 4C ). The MSS4 molecule consists of three β-sheets composed of β strands βA to βL, the helices, 3 10 A and 3 10 B, and a single Zn finger motif. The entire structure of the MSS4:Rab8 complex is very similar to the previously determined MSS4 structure [117, 118] , but differences were observed in the flexible βE-βF and βH-βI loops. The βE-βF loop is largely disordered, while the βH-βI loop is involved in Rab8 binding [117, 118] . The overall structure of Rab8 in a complex with MSS4 shows a typical small GTPase fold. However, significant differences compared to other known Rab structures were found. The crystal structure shows that nucleotide-free MSS4:Rab8 complex formation induces drastic structural changes of the Rab8 molecule, which are largely concentrated in regions involved in nucleotide and Mg 2+ binding. MSS4 binds to the switch I and inter-switch regions of Rab8, resulting in a disordered nucleotide-binding pocket of Rab8 and displacement of residues involved in nucleotide interactions. The rigid MSS4 molecule stabilizes the nucleotide-free Rab8 through new interactions, and proper function of Rab8 requires a cycle of MSS4-induced GTPase unfolding and refolding and the release of MSS4.
SmgGDS
In a similar manner to MSS4, SmgGDS employs an unfolding and refolding strategy. SmgGDS functions as a GEF for Rho family proteins and as a chaperone for small GTPases with a CaaX motif [37, [39] [40] [41] [42] [43] [44] . SmgGDS interacts with various small GTPases possessing a C-terminal domain upstream of the CaaX motif in HVR [39, 40, [119] [120] [121] and is overexpressed in certain types of cancer cells, including breast cancer cells [122] [123] [124] [125] . Among RhoGEFs, SmgGDS has unique architectures; is an entirely alpha-helical protein composed of armadillo-repeat motifs (ARMs) [126] ; and has two splice variants, SmgGDS-558 and SmgGDS-607, which only vary in one insertion ARM ( Figure 4A ). These splice variants differ in GEF activity and binding affinity for RhoA depending on their prenylation state [42, 43, 46] , as SmgGDS-558 prefers to bind prenylated RhoA while SmgGDS-607 favors nonprenylated RhoA [46] . The GEF activity mechanism underlying this activity has been long known; however, recently the crystal structures of SmgGDS:RhoA farneylated were reported [45] and no guanine nucleotides or Mg 2+ were observed. This suggests that the guanine and Mg 2+ cofactors are released by SmgGDS-558 binding. PBR of RhoA exists on the negatively charged region formed by a concentration of acidic residues in the N-terminus. The switch II region of RhoA is bound by the switch II binding region in the middle of SmgGDS, which is positively charged in both the switch II region and its flanking region.
The most remarkable features of the complex structure are the large conformational changes in both the switch I and II regions. The switch I region is completely disordered and was not able to bind a nucleotide. SmgGDS-558 appears to have pulled out a part of switch II into the switch II binding region, resulting in a drastic conformational change accompanied by disruption of the α2-helix of RhoA. Such conformational changes in the switch I and II regions could disrupt important interactions among RhoA, Mg 2+ , and guanine and could facilitate guanine dissociation. Comparison of the SmgGDS-558/farnesylated RhoA structure to other complex structures of GEFs and small GTPases only indicates that SmgGDS-558 does not recognize switch I. Generally, other GEFs recognize switch I and II cooperatively. To date, over 35 structures of RhoA have been deposited into the Protein Data Bank, and 7 of them (PDB ID code 1LB1, 1 × 86, 1XCG, 3T06, 4XH9, 5JHG, and 5JHH) are guanine nucleotide and magnesium-free forms of RhoA. Notably, none of them are similar to the SmgGDS:RhoA farneylated crystal structure.
In addition to its unique GEF mechanism, SmgGDS has a unique lipid recognition mechanism. SmgGDS-558 forms a cryptic pocket to accommodate the prenyl group of RhoA. A farnesyl group that modifies the CaaX motif is inserted into a cryptic pocket created between the ARM B and D regions.
Two structures of prenyl group-accommodating proteins for small GTPases, RhoGDI, and PDEδ have been determined. Both proteins shield the lipid group modifying small GTPases and sequester the small GTPases in the cytosol to protect them from aggregation and degradation or to enhance their diffusion in the cell [127] [128] [129] . SmgGDS-558 accommodates the prenyl group of RhoA to a hydrophobic pocket in a similar manner to RhoGDI and PDEδ, indicating that SmgGDS-558 can act as a chaperone. However, SmgGDS-558 shows significant differences in its structure and recognition mechanism. RhoGDI and PDEδ fold into similar immunoglobulin-like β sandwiches comprised of two antiparallel beta-sheets and catch the prenyl group in a hydrophobic pocket of the immunoglobulin-like fold [127] [128] [129] . The only evidence that SmgGDS-558 can recognize the prenyl group of RhoA suggests that SmgGDS-558 can only act as a chaperone of matured RhoA.
The CaaX motif of small GTPases is proposed to be posttranslationally modified in three steps. In the first step, the cysteine residue of the CaaX motif is prenylated by FTase or GGTase in the cytosol. Next, at the ER membrane, the three terminal residues of CaaX are removed by the Ras converting enzyme RCE1 following methylation of the prenylated-cysteine residue by isoprenylcysteine methyl transferase (ICMT) [130, 131] . These modifications are essential for small GTPases to target them to their correct location and for proper function. Further studies are required to clarify the influence of the earlier two steps on an SmgGDS/RhoA interaction.
Conclusions
To date, 133 GEF:Ras superfamily small GTPase complex structures (Table 1 ) have been deposited in the PDB. These intensive structural studies have improved our understanding of the GEF mechanism. Some common principles of the GEF process have been established, but structural work with MSS4:Rab8 and SmgGDS:RhoA have provided new insights into the GEF mechanism. For example, the "unfolding and refolding" strategy can be considered the second category of the GEF mechanism. Additionally, there are many small GTPases of which the GEF mechanism has not been identified yet. These unidentified GEFs and their mechanisms still need to be unveiled. Moreover, our knowledge of GEF mechanisms should be expanded to fully understand different physiological states.
